120
In this study, we assessed the impact of sampling time and sampling location at a given sampling site 121 on community composition recovered through eDNA metabarcoding. We sampled three rivers at four 122 locations each and sequenced a 421 bp region of the standard animal barcoding gene COI using 123 highly degenerate primers. We sampled surface water on the left and right side of the rivers and also 124 took water samples directly beneath these surface sampling locations, close to the riverbed. Two 125 rivers were sampled three times in spring, with each sampling one week apart, one of these rivers 126 was sampled a fourth time five month later and one river was sampled once in winter. only OTUs present in both replicates per sample were counted as present and further analysed.
393
Taxonomy was assigned to OTUs using MEGAN 50 (Settings: -evalue 1e-60, -max_target_seqs 10).
394
To assign taxonomy to OTUs on kingdom level (NCBI taxonomy), a min_score of 300 (corresponding 395 to ~80% identity in this dataset consisting of 421 bp reads was applied. Metazoan and stramenopile
396
OTUs used for further analyses were identified with a restrictive min_score of 700 (corresponding to 397 ~97% identity) to further filter out possible false OTUs. A custom made dataset consisting of all COI 398 sequences deposited in Genbank (2.5 million sequences, downloaded on 20-02-2017, maximum 399 length 5000 bp) was used for Megan analyses. Sequences were dereplicated prior to database 400 building in order to remove overrepresented genetic sequences. The lowest taxonomic level assigned 401
to OTUs was order to account for any inaccuracies due to misidentified specimens in the database. 
